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INTRODUCTION: 
Systemic lupus erythematosus (SLE) affects approximately 300,000 to over a million individuals in the 
United States with a female gender bias of 90%.  Many therapeutic strategies for SLE focus on the 
central role that autoantibody-producing B cells play in the pathology of this disorder. One general 
immunotherapeutic theme employs monoclonal antibodies (mAb) to interfere with and/or deplete B 
cells to ultimately reduce disease causing autoantibody levels. However, current strategies are 
inherently limited because they are not specific for the disease state. Thus, treatments that can 
specifically block autoantibody production without compromising B cell function remain lacking.  Our 
work aims to address this therapeutic gap.  The objective of our study is to evaluate the ability of anti-
RhoB peptide antibodies to reduce levels of pathologic autoantibodies, ultimately attenuating the 
severity of symptoms in the MRL-lpr murine model of SLE. Our research strategy includes the 
determination of autoantibody levels over the course of disease progression in animals treated with 
therapeutic and control antibodies. Additionally, autoantibody levels will be compared to renal 
pathology to correlate autoantibody levels with attenuation of disease symptoms.  This study will lay 
the groundwork for developing an innovative therapeutic strategy to improve the care of SLE patients, 
address important and timely scientific questions, as well as, focus on a major unmet medical need.  
 
BODY: 
Objective to complete in the award period of 18 months.   

Evaluate the ability of anti-RhoB antibodies to attenuate the severity of symptom in the 
MRL/MpJ-Faslpr (abbrev. MRL-lpr) animal model of SLE. 

 
Task I.      Prepare anti-RhoB antibody.  Months 1-3 
Task II.    Obtain approval for animal study. Months 1-3 
During the first 3 months of the award period the first two tasks listed in the SOW were completed.  
During this time we refined the methodology and began purification of the RhoB antibodies (7F7 and 
9G5), as well as, completed the approval process for our animal studies.  Unfortunately, during this 
time it was determined that we had a mite outbreak in the animal facility and this outbreak has 
complicated the completion of the remaining tasks. 
 

Task III.   Obtain MRL/MpJ-Faslpr female mice from approved vendor.  Month 3 
Task IV.   Administer anti-RhoB antibody to MRL-lpr mice and monitor for the development of 

autoantibodies and proteinuria.  Mice will be dosed regularly during the course of the 
experiment, approximately 6 months.  We anticipate repeating the experiment to reach 
statistical significance.   Months 3-15 

Task V.     Perform ELISA analyses to evaluate serum autoantibody levels.  Months 3-15 
Task VI.   Final serum autoantibody levels will be determined, as well as the levels of cells actively 

secreting anti-chromatin antibodies by ELISpot from isolated spleens.  Renal function 
will be determined by monitoring for proteinuria. Renal pathology will be scored for 
nephritis using histological kidney sections.  Months 10-16 

Task VII.  Statistically analyze the data. Months10-18 
We are currently working to complete tasks 3 through 7.  Because of the detection of mites in the 
animal facility we did not import mice until the treatment for the outbreak was completed.  All mice in 
the facility were treated topically with a 5% moxadectin solution (August 2012).  We waited to import 
mice and begin treatment until testing results indicated the mite outbreak was cleared (October 2012).  
However, approximately 3 weeks after we had imported and begun treating the first set of MRL-lpr 
mice with our targeted therapy, mites were again found in the facility.  With this second outbreak all 
animals in the facility were fed ivermectin-containing food, and in our study, we continued to treat the 
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MRL-lpr mice with our RhoB-targeted therapy.  Analysis of the autoantibody levels from this group of 
mice did not show differences between the groups.  However, we are concerned about the significance 
of the result from this first set of animals because ivermectin treatment has been shown to affect 
immune responses [1-3].  Additionally, in two other mouse models of autoimmune disease that 
received the ivermectin containing food, changes were observed in altered disease development and 
antibody levels as compared to studies done prior to the detection of mites and subsequent ivermectin 
treatment.  
 
In February 2013, we imported a second group of MRL-lpr mice after ivermectin treatment ended and 
sentinel screening was clear.  The mice were divided into 3 treatment groups that received anti-RhoB 
antibody 7F7 or 9G5, or mouse IgG as a control.  Dosing began at 4 weeks of age and continued one 
dose per week until the end of the experiment.  We assessed the development of serum autoantibody 
titers and proteinuria.  The data presented in Figure 1, panel A suggest a trend towards a decrease in 
titers for anti-double stranded DNA antibodies in the groups treated with the anti-RhoB antibodies 
compared to control IgG.  Additionally, the data shown in Figure 1, panel B suggests a trending 
decrease in proteinuria with treatment of the anti-RhoB antibodies.  None of these differences reached 
statistical significance.  Kidney tissue from these mice was isolated and histological samples will be 
scored to assess renal pathology.  The data presented in Figure 1 suggests that anti-RhoB antibodies 
may affect autoantibody titer and proteinuria in MRL-lpr mice; however, additional numbers are 
needed to achieve statistical significance.   
 

 

 
 

Figure 1: Autoantibody and proteinuria 
levels from MRL-lpr mice treated with 
anti-RhoB antibodies 7F7 or 9G5.   Panel 
A: ELISA results for serum antibody titers 
to double-stranded DNA. Serum titers were 
determined at indicated ages during the 
treatment period.  Anti-RhoB antibodies 
7F7 and 9G5 were compared to control 
mouse IgG. Panel B: Proteinuria was 
determined at 16 weeks of age prior to 
euthanasia. N=4-5 mice per group. 
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During the remaining period of the award we will repeat our analysis using additional mice.  We are in 
the process of adding animal numbers to our IACUC and DOD animal protocols.  Once appropriate 
approvals have been received we will continue with our study.  
 

KEY RESEARCH ACCOMPLISHMENTS: 
There are no research accomplishments thus far from the study. 
 
REPORTABLE OUTCOMES: 
There are no reportable outcomes thus far from the study. 
 
CONCLUSIONS: 
At present we are not able to conclude that our therapy can affect autoantibody levels in the MRL-lpr 
model of SLE.  We will continue to work to meet the objective of our study, to evaluate the ability of 
anti-RhoB peptide antibodies to reduce levels of pathologic autoantibodies, which we believe will 
attenuate the severity of symptoms in this animal model.  Despite the setback of fur mites in the animal 
facility, we plan to meet our goal and obtain preliminary data necessary to advance an innovative 
therapeutic strategy into the clinic for treatment of SLE patients. 
 
REFERENCES: 
1. Blakley, B.R. and C.G. Rousseaux, Effect of ivermectin on the immune response in mice. Am J 

Vet Res, 1991. 52(4): p. 593-5. 
2. Yan, S., X. Ci, N. Chen, C. Chen, X. Li, X. Chu, J. Li, and X. Deng, Anti-inflammatory effects 

of ivermectin in mouse model of allergic asthma. Inflamm Res, 2011. 60(6): p. 589-96. 
3. Roble, G.S., W. Boteler, E. Riedel, and N.S. Lipman, Total IgE as a serodiagnostic marker to 

aid murine fur mite detection. J Am Assoc Lab Anim Sci, 2012. 51(2): p. 199-208. 
 
APPENDICES: 
None 
 
SUPPORTING DATA:  
None 
 
 
 
 
 
 
 


	PR0866 cover
	PR0866 sf298
	PR0866 toc
	PR0866 DOD progress report.pdf


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


